Abstract] In a narrow definition, virucidal activity represents the activity by which to interact with and physically disrupt viral particles. In a broad definition, it includes the activity by which to functionally inhibit (neutralize) viral infectivity without apparent morphological alterations of the viral particles. The viral infectivity can be measured in cell culture system by means of plaque assay, infectious focus assay, 50% tissue culture infectious dose (TCID50) assay, etc. Morphologically, disruption of viral particles can be demonstrated by negative staining electron microscopic analysis of viral particles. In this article, we describe methods to assess virucidal activity in a broad definition.
Part II: Determination of viral infectivity
Virus titers are expressed as plaque-forming unit (PFU)/ml, focus-forming unit (FFU)/ml, cell-infectious unit (CIU)/ml and 50% tissue culture infectious dose (TCID50)/ml.
A. Plaque assay (for SINV, VSNJV and EMCV)
Plaque assay is one of the standard methods to determine infectious titers of viruses that cause 6. Incubate for 1 h at 37 °C in a 5% CO2 incubator.
7. Remove the inoculum and rinse with medium (3 ml/well).
8. Gently add overlay medium containing 1% methylcellulose (3 ml/well).
Note: Overlay medium contains 2% FBS.
9. Incubate at 37 °C in a 5% CO2 incubator for 2 to 4 days -VSNJV and EMCV(2 days), SINV (3 to 4 days).
10. Aspirate the overlay medium.
Note: As overlay medium is viscous, aspirate it slowly.
11. Fix the cells with 10% formaldehyde solution in PBS(-) (1 ml/well) for 20 min at room temperature.
12. Add Gram Hacker's Stain Solution I (1 ml/well).
13. Incubate for 30 min.
14. Discard the staining solution, rinse with PBS (3 ml/well) and dry the plate. the respective viral antigens (Figure 3 ). The infectivity titer is expressed as FFU/ml or CIU/ml. 
